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PREPARATION OF SOY PROTEIN
PRODUCTS (5810)

CROSS-REFERENCE TO RELATED
APPLICATIONS

This application 1s a continuation of U.S. patent applica-
tion Ser. No. 14/836,864, filed Aug. 26, 2015, which claims
priority to U.S. Provisional Patent Application No. 62/042,
423, filed Aug. 277, 2014, which 1s incorporated herein by

reference in 1ts entirety.

FIELD OF THE INVENTION

The present invention relates to novel and mventive soy
protein products and to novel and mmventive methods of
preparing soybean protein products.

BACKGROUND TO THE INVENTION

In U.S. Pat. Nos. 8,563,071 and 8,691,318 and U.S. patent
application Ser. No. 13/879,418 filed Aug. 1, 2013 (US
Patent Publication No. 2013-0316069 published Nov. 28,
2013) (*S7017), assigned to the assignee hereof and the
disclosures of which are incorporated herein by reference,
there are described procedures for the preparation of protein
products with excellent solubility, heat stability and clarity
in low pH solutions as well as a clean tlavour, without beany

notes.
In U.S. patent application Ser. No. 13/924,860 filed Jun.

24, 2013 (US Patent Publication No. 2014-0010940 pub-
lished Jan. 9, 2014) (*S701N2”) and in U.S. patent appli-
cation Ser. No. 12/975,805 filed Dec. 22, 2010 (US Patent
Publication No. US 2011-0165314 published Jul. 7, 2011)
and Ser. No. 13/518,217 filed Sep. 5, 2012 (US Patent
Publication No. US 2012-0322980), assigned to the assignee
hereot and the disclosures of which are incorporated herein
by reference, there are described the provision of neutral or
near neutral pH forms of the soy protein products described
above. These products, with their clean taste, are useful for
food compositions having a neutral or near neutral pH.
Although solubility 1s still desirable, food applications at
neutral or near neutral pH are typically not transparent and
so complete solubility and clarity 1n water are not necessar-
1ly a requirement.

In the procedures described in the atorementioned U.S.
Pat. Nos. 8,563,071 and 8,691,318 and U.S. patent applica-

tion Ser. Nos. 13/879,418, 13/924.860, 12/975,805 and
13/518,2177, protein extraction 1s eflected with calcium salt
solution. The calcium salt solution assists 1n solubilisation of
protein ifrom the protein source while separating 1t from
phytic acid, which 1s precipitated and remains with the
residual protein source. The protemn extract solution 1s
optionally diluted with water and adjusted in pH to about 1.5
to about 4.4 to provide a clear, acidified protein solution.
While not wishing to be bound by any particular theory, 1t
1s thought that the clean flavour of the soy protein products
obtained by these procedures 1s promoted by the low pH
treatment of the sample, preferably in combination with
optional subsequent membrane processing steps.

One potential concern with the procedures described in
the aforementioned U.S. Pat. Nos. 8,563,071 and 8,691,318
and U.S. patent application Ser. Nos. 13/879,418, 13/924,
860, 12/975,805 and 13/518,2177 1s the quantity of calcium
salt required to eflect the protein extraction step and the
costs and 1ssues of the quantity of salt entering the process
as well as the recovery or disposal of calctum salts in the
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waste streams ol the process. A reduction or elimination of
calcium salt could result 1n significant savings in the cost of
processing and production of the protein products.

SUMMARY OF THE INVENTION

The present invention relates to novel and mventive soy
protein products very low 1n, or substantially free of, beany
flavour notes, and novel and mventive processes for the
preparation thereol, which processes do not include the
direct addition and use of calcium salt or other salt in
extraction of the protein from the protein source material or
in any other process step.

Accordingly, 1n one aspect of the present invention, there
1s provided a method of producing a soy protein product
having a protein content of at least about 60 wt %, preferably
at least about 90 wt % (Nx6.25) on a dry basis, which
method comprises:

(a) extracting a soy protein source with water to cause
solubilization of soy protein from the protein source
and to form an aqueous soy protein solution,

(b) at least partially separating the aqueous soy protein
solution from the residual soy protein source,

(¢) adjusting the pH of the aqueous soy protein solution to
a pH of about 1.5 to about 3.6 to produce an acidified
soy protein solution,

(d) separating the acid soluble solid material from the
acidified soy protein solution,

(¢) optionally concentrating the acidified soy protein
solution by a selective membrane technique,

(1) optionally diafiltering the optionally concentrated soy
protein solution,

(g) optionally drying the optionally concentrated and
optionally diafiltered soy protein solution.

In an embodiment of the present invention, when pre-
pared at a low pH, the soy protein product of the present
invention 1s well suited for use 1 food applications having
a low pH.

In an embodiment of the present invention, the pH of the
acidified soy protein solution or the optionally concentrated
and optionally diafiltered acidified soy protein solution 1is
adjusted to less than about 8.0, prior to the optional drying
step. In another embodiment of the present invention, the pH
of the acidified soy protein solution or the optionally con-
centrated and optionally diafiltered acidified soy protein
solution 1s adjusted to about 6.0 to about 8.0, prior to the
optional drying step. In another embodiment of the present
invention, the pH of the acidified soy protein solution or the
optionally concentrated and optionally diafiltered acidified
soy protein solution 1s adjusted to about 6.5 to about 7.3,
prior to the optional drying step.

In an embodiment of the present invention, when the soy
protein product 1s provided at neutral or near neutral pH, 1t
1s 1n a form suited for use 1n neutral or near-neutral food
applications, such as neutral beverages or bars.

In an embodiment of the present invention, the acid
insoluble solid material arising from the process of the
present invention and collected as described 1n step (d)
above 1s further processed to provide another soy protein
product. This product may generally have lower purity and
a higher level of beany flavour notes compared to the
products derived from the acidified soy protein solution.
However, the purity and flavour of the product derived from
the acid 1insoluble solid material 1s such that 1t 1s still suitable
for use 1n food and beverage applications.

In an embodiment of the present invention, the acid
insoluble solid material 1s optionally dried to form a soy
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protein product having a protein content of at least about 60
wt % (Nx6.25), on a dry weight basis.

In an embodiment of the present invention, the pH of the
acid insoluble solid material 1s adjusted to less than about
8.0, prior to the optional drying step. In another embodiment
of the present invention, the pH of the acid insoluble
material 1s adjusted to about 6.0 to about 8.0, prior to the
optional drying step. In another embodiment of the present
invention, the pH of the acid isoluble material 1s adjusted
to about 6.5 to about 7.5, prior to the optional drying step.

In an embodiment of the present invention, the acid
insoluble solid material 1s washed by mixing with about 1 to
about 20 volumes of water having a pH selected from the
group consisting of about 1.5 to about 3.6 and about the
same as the pH of the acid insoluble matenal, then 1s
separated from the wash water prior to the optional drying
step.

In an embodiment of the present invention, the pH of the
washed acid isoluble material 1s adjusted to less than about
8.0, prior to the optional drying step. In another embodiment
of the present invention, the pH of the washed acid 1insoluble
material 1s adjusted to about 6.0 to about 8.0, prior to the
optional drying step. In another embodiment of the present
invention, the pH of the washed acid insoluble material 1s
adjusted to about 6.5 to about 7.5, prior to the optional
drying step.

In an embodiment of the present invention, the wash
water 1s combined with the acidified soy protein solution of
the separating step (d) and processed as 1n step (e), (1) and/or
(8)-

In an embodiment of the present invention, the extraction
step (a) 1s ellected at a temperature of about 1° to about 100°
C. In another embodiment of the present invention, the
extraction step (a) 1s eflected at a temperature of about 15°
to about 63° C. In another embodiment of the present
invention, the extraction step (a) 1s effected at a temperature
of about 50° to about 60° C.

In an embodiment of the present invention, the water used
for the extraction contains a pH adjusting agent so that the
extraction 1s conducted at a pH of about 6 to about 11. In
another embodiment of the present invention, the water used
for the extraction contains a pH adjusting agent so that the
extraction 1s conducted at a pH of about 7 to about 8.5. In
another embodiment of the present invention, the pH adjust-
ing agent 1s sodium hydroxide, potassium hydroxide, or any
other conventional food grade alkali and combinations
thereol.

In an embodiment of the present invention, the water used
for the extraction contains an antioxidant.

In an embodiment of the present invention, the aqueous
soy protein solution arising from the separation step (b) has
a protein concentration of about 5 to about 50 g/L.. In another
embodiment of the present invention, the aqueous soy
protein solution has a protein concentration of about 10 to
about 50 g/L..

In an embodiment of the present invention, following the
separation step (b) and prior to the acidification step (c¢), the
aqueous soy protein solution 1s treated with an adsorbent to
remove colour and/or odour compounds from the aqueous
protein solution.

In an embodiment of the present invention, following the
separation step (b) and prior to the acidification step (c), the
aqueous soy protein solution 1s adjusted 1n temperature to
about 1 to about 35° C. In another embodiment, the tem-
perature of the aqueous soy protein solution 1s adjusted to

about 15 to about 35° C.
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In an embodiment of the present mnvention, the pH of said
aqueous soy protein solution i1s adjusted 1n the aciditying
step (¢) to about 2.0 to about 2.5.

In an embodiment of the present invention, the acidified
aqueous protein solution following separating step (d) 1s
subjected to a heat treatment step. In an embodiment of the

present invention, the heat treatment step 1s eflected to
inactivate heat-labile anti-nutritional factors. In an embodi-
ment of the present invention, the anti-nutritional factors are
heat-labile trypsin inhibitors. In another embodiment of the
present invention, the heat treatment step 1s eflected to
pasteurize the acidified aqueous protein solution.

In an embodiment of the present invention, the heat
treatment 1s effected at a temperature of about 70° to about
160° C. for about 10 seconds to about 60 minutes. In another
embodiment of the present invention, the heat treatment 1s
ellected at a temperature of about 80° to about 120° C. for
about 10 seconds to about 5 minutes. In another embodiment

of the present invention, the heat treatment 1s eflected at a
temperature of about 85° to about 95° C. for about 30
seconds to about 5 minutes.

In an embodiment of the present invention, the heat
treated acidified soy protein solution 1s cooled to a tempera-
ture of about 2° to about 65° C. In another embodiment of
the present invention, the heat treated acidified soy protein
solution 1s cooled to a temperature of about 50° to about 60°
C.

In an embodiment of the present invention, the acidified
aqueous soy protein solution is dried to provide a soy protein
product having a protein content of at least about 60 wt %
(Nx6.25) d.b.

In an embodiment of the present invention, the acidified
aqueous soy protein solution 1s subjected to concentrating
step (e). In another embodiment of the present invention, the
acidified aqueous soy protein solution 1s subjected to con-
centrating step (e) to produce a concentrated acidified soy
protein solution having a protein concentration of about 50
to about 300 g/L..

In another embodiment of the present invention, the
acidified aqueous soy protein solution 1s subjected to con-
centrating step (e) to produce a concentrated acidified soy
protein solution having a protein concentration of about 100
to about 200 g/L.

In an embodiment of the present invention, the concen-
trating step (e) 1s eflected by ultrafiltration using a mem-
brane having a molecular weight cut-off of about 1,000 to
about 1,000,000 daltons. In another embodiment of the
present invention, the concentrating step (e) 1s eflected by
ultrafiltration using a membrane having a molecular weight
cut-off of about 1,000 to about 100,000 daltons.

In an embodiment of the present invention, the acidified
soy protein solution 1s subjected to diafiltering step (1). In an
embodiment of the present invention, the diafiltration step
(1) 1s eflected using water or acidified water on the acidified
aqueous soy protein solution 1n the absence of concentrating
step (e) or before or after partial or complete concentration
thereof.

In an embodiment of the present invention, the diafiltra-
tion step (1) 1s eflected using about 1 to about 40 volumes of
diafiltration solution. In another embodiment of the present
invention, the diafiltration step (1) 1s effected using about 2
to about 25 volumes of diafiltration solution.

In an embodiment of the present invention, the diafiltra-
tion step (1) 1s eflected until no significant further quantities
ol contaminants or visible colour are present in the perme-
ate.
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In an embodiment of the present invention, the diafiltra-
tion step (1) 1s eflected until the retentate has been sufli-
ciently purified so as to provide a soy protein 1solate with a
protein content of at least about 90 wt % (Nx6.25) d.b.

In an embodiment of the present invention, the diafiltra-
tion step (1) 1s eflected using a membrane having a molecular
weight cut-oil of about 1,000 to about 1,000,000 daltons. In
another embodiment of the present invention, the diafiltra-
tion step (1) 1s eflected using a membrane having a molecular
weight cut-ofl of about 1,000 to about 100,000 daltons.

In an embodiment of the present invention, an antioxidant
1s present 1n the diafiltration medium during at least part of
the diafiltration step (1).

In an embodiment of the present invention, the concen-
tration step (e) and/or the diafiltration step (1) are carried out
at a temperature of about 2° to about 65° C. In another
embodiment of the present invention, the concentration step
(¢) and/or diafiltration step (1) are carried out at a tempera-
ture of about 50° to about 60° C.

In an embodiment of the present invention, the optionally
partially or completely concentrated and optionally diafil-
tered acidified soy protein solution 1s subjected to a heat
treatment step. In an embodiment of the present invention,
the heat treatment step 1s effected to inactivate heat-labile
anti-nutritional factors, including heat-labile trypsin mhibi-
tors.

In an embodiment of the present invention, the heat
treatment 1s eflected at a temperature of about 70° to about
160° C. for about 10 seconds to about 60 minutes. In another
embodiment of the present invention, the heat treatment 1s
cllected at a temperature of about 80° to about 120° C. for
about 10 seconds to about 5 minutes. In another embodiment
of the present mvention, the heat treatment 1s eflected at a
temperature of about 85° C. to about 93° C. for about 30
seconds to about 5 minutes.

In an embodiment of the present invention, the heat
treated soy protein solution 1s cooled to a temperature of
about 2° to about 65° C. In another embodiment of the
present invention, the heat treated soy protein solution 1s
cooled to a temperature of about 50° to about 60° C.

In an embodiment of the present invention, the optionally
concentrated and optionally diafiltered acidified protein
solution 1s treated with an adsorbent to remove colour and/or
odour compounds.

In an embodiment of the present invention, the optionally
concentrated and optionally diafiltered acidified protein
solution 1s pasteurized prior to drying.

In an embodiment of the present invention, the pasteuri-
zation step 1s eflected at a temperature of about 55° to about
75° C. for about 15 seconds to about 60 minutes.

In an embodiment of the present invention, the optionally
concentrated and optionally diafiltered acidified soy protein
solution 1s subjected to drying step (g) to provide a soy
protein 1solate having a protein content of at least about 90
wt % (Nx6.25) d.b. The Applicant has i1dentified this soy
protein 1solate as S810.

In an embodiment of the present invention, the pH of the
optionally concentrated and optionally diafiltered acidified
soy protein solution 1s adjusted to less than about 8.0, prior
to optional drying step (g). In another embodiment of the
present invention, the pH of the optionally concentrated and
optionally diafiltered acidified soy protemn solution 1is
adjusted to about 6.0 to about 8.0, prior to optional drying
step (g). In another embodiment of the present invention, the
pH of the optionally concentrated and optionally diafiltered
acidified soy protemn solution 1s adjusted to about 6.5 to
about 7.5, prior to optional drying step (g).
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In an embodiment of the present invention, the optional
concentration and/or optional diafiltration step are operated
in a manner favourable to the removal of trypsin inhibitors.

In an embodiment of the present invention, a reducing
agent 1s present during the extraction step (a). In another
embodiment of the present mmvention, a reducing agent 1s
present during the optional concentration step (e) and/or the
optional diafiltration step (1). In another embodiment of the
present invention, a reducing agent 1s added to the optionally
concentrated and optionally diafiltered soy protein solution
prior to the drying step (g) and/or to the dried soy protein
product. In an embodiment of the present invention, the
reducing agent 1s selected from the group consisting of
sodium sulfite, cysteine, N-acetylcysteine and combinations
thereof. In an embodiment of the present invention, the
presence of the reducing agent i1s intended to disrupt or
rearrange the disulphide bonds of trypsin inhibitors to
achieve a reduction 1n trypsin mhibitor activity.

Accordingly, 1 another aspect of the present invention,
there 1s provided a soy protein product having a protein
content of at least about 60 wt % (Nx6.25) d.b. and which
1s prepared without a process step involving the direct
addition of salt, and without a process step involving protein
precipitation at a pH of about 4.0 to about 5.0 and has little
or no beany flavour. In an embodiment of the present
invention, production of the soy protein product does not
require the use of enzymes. In another embodiment of the
present invention, the soy protein product contains more
than about 1.5 wt % d.b. phytic acid. In another embodiment
of the present invention, the soy protein product has a
protein content of at least about 90 wt % (Nx6.23) d.b. In
another embodiment of the present invention, the soy pro-
tein product has a low trypsin mhibitor activity.

Accordingly, 1n another aspect of the present invention,
there 1s provided a food product formulated to contain the
soy protein product of the present invention. In an embodi-
ment of the present invention, the food product 1s a bever-
age.

Accordingly, 1 another aspect of the present invention,
there 1s provided a soy protein product having a protein
content of at least about 60 wt % (Nx6.25) d.b., and a protein
solubility at 1% protein w/v 1n water at a pH of about 2 of
between about 45 and 66%, and a protein solubility at 1%
protein w/v 1n water at a pH of about 3 of between about 35
and 65%, and a protein solubility at 1% protein w/v in water
at a pH of about 4 of less than about 35%, and a protein
solubility at 1% protein w/v 1in water at a pH of about 5 of
less than 30%, and a protein solubility at 1% protein w/v 1n
water at a pH of about 6 of between about 25 and about 55%,
and a protein solubility at 1% protein w/v 1n water at a pH
of about 7 of between about 36 and about 65%. In an
embodiment of the present invention, the solubility of the

soy protein product 1s determined by the method of Example
6.

Accordingly, 1n another aspect of the present invention,
there 1s provided a soy protein product having a protein
content of at least about 60 wt % (Nx6.25) d.b., and a water
binding capacity of greater than 3.0 ml/g, and a protein
solubility at 1% protein w/v 1n water at a pH of about 2 and
about 3 of greater than about 45%, and a protein solubility
at 1% protein w/v 1in water at a pH of about 4 of less than
about 25%, and a protein solubility at 1% protein w/v 1n
water at a pH of about 5 of less than about 30%, and a
protein solubility at 1% protein w/v 1n water at a pH of about
6 of less than 65%, and a protein solubility at 1% protein w/v
in water at a pH of about 7 of greater than about 58%. In an
embodiment of the present invention, the solubility of the
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soy protein product 1s determined by the method of Example
6. In another embodiment of the present invention the water
binding capacity i1s determined by the method of Example
10.

Accordingly, 1n another aspect of the present invention, 3
there 1s provided a soy protein product having a protein
content of at least about 60 wt % (INx6.25) d.b., and a phytic
acid content of greater than 1.5 wt %, and a protein solubility
at 1% protein w/v 1n water at a pH of about 2 of between
about 10 and about 35%, and a solubility at 1% protein w/v 10
in water at a pH of about 3 of less than about 40%, and a
protein solubility at 1% protein w/v 1n water at a pH of about
4 and about 5 of less than about 30%, and a protein solubility
at 1% protein w/v 1 water at a pH of about 6 of less than
about 40%, and a protein solubility at 1% protein w/v 1 15
water at a pH of about 7 of between about 15 and about 40%.

In an embodiment of the present invention, the solubility of
the soy protein product i1s determined by the method of
Example 6.

Accordingly, 1n another aspect of the present invention, 20

there 1s provided a soy protein product having a molecular

weilght profile comprising: about 26 to about 42% greater
than about 100,000 Da, about 31 to about 52% from about

15,000 to about 100,000 Da, about 4 to about 21% from
about 5,000 to about 15,000 Da, and about 3 to about 25% 25
from about 1,000 to about 5,000 Da. In an embodiment of
the present invention, the molecular weight profile com-
prises: about 31 to about 37% greater than about 100,000
Da, about 36 to about 47% from about 15,000 to about
100,000 Da, about 9 to about 16% from about 5,000 to about 30
15,000 Da, and about 8 to about 20% from about 1,000 to
about 5,000 Da. In an embodiment of the present invention,
the molecular weight profile of the soy protein product 1s
determined by the method of Example 7. In an embodiment

of the present invention, the soy protein product having one 35
of the afore-mentioned molecular weight profiles has a
phytic acid content greater than about 1.5 wt %.

Accordingly, 1n another aspect of the present invention,
there 1s provided a soy protein product having a molecular
weilght profile comprising: about 22 to about 85% greater 40
than about 100,000 Da, about 8 to about 50% from about
15,000 to about 100,000 Da, about O to about 23% from
about 5,000 to about 15,000 Da, and about O to about 18%
from about 1,000 to about 5,000 Da. In an embodiment of
the present invention, the molecular weight profile com- 45
prises: about 27 to about 80% greater than about 100,000
Da, about 13 to about 45% from about 15,000 to about
100,000 Da, about 4 to about 18% from about 5,000 to about
15,000 Da, and about 2 to about 13% from about 1,000 to
about 5,000 Da. In an embodiment of the present invention, 50
the molecular weight profile of the soy protein product 1s
determined by the method of Example 7. In an embodiment
of the present invention, the soy protein product having one
of the aforementioned molecular weight profiles has a phytic
acid content greater than about 1.5 wt %. In another embodi- 55
ment of the present invention, the soy protein product having
one of the aforementioned molecular weight profiles has a
phytic acid content greater than about 2.0 wt %.

Accordingly, 1n another aspect of the present invention,
there 1s provided a soy protein product having a molecular 60
weight profile comprising: about 4 to about 34% greater than
about 100,000 Da, about 10 to about 42% from about 15,000
to about 100,000 Da, about 2 to about 22% from about 5,000
to about 15,000 Da, and about 22 to about 72% from about
1,000 to about 5,000 Da. In an embodiment of the present 65
invention, the molecular weight profile comprises: about 9
to about 29% greater than about 100,000 Da, about 15 to
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about 37% from about 15,000 to about 100,000 Da, about 7
to about 17% {from about 5,000 to about 15,000 Da, and

about 27 to about 67% from about 1,000 to about 5,000 Da.
In an embodiment of the present invention, the molecular
weilght profile of the soy protein product i1s determined by
the method of Example 7. In an embodiment of the present
invention, the soy protein product having one of the afore-
mentioned molecular weight profiles has a phytic acid
content greater than about 1.5 wt %. In another embodiment
of the present invention, the soy protein product having one
of the aforementioned molecular weight profiles has a phytic
acid content greater than about 2.0 wt %.

Accordingly, 1n another aspect of the present invention,
there 1s provided a soy protein product having a protein
content of at least about 60 wt % (INx6.25) d.b., and a phytic
acid content of greater than about 2.0 wt %, which has a L*
reading for a solution prepared by dissolving suflicient
protein powder to supply 0.48 g of protein in 15 ml of water,
of greater than about 60, a b* reading for a solution prepared
by dissolving suflicient protein powder to supply 0.48 g of
protein in 15 ml of water, of less than about 26, and a protein
solubility at 1% protein w/v 1n water at a pH of about 6 of
between about 10 and about 50% In another embodiment of
the present invention, the soy protein product providing
solutions having the aforementioned L* and b* readings,
and having the aforementioned solubility 1n water at a pH of
about 6, has a phytic acid content greater than about 3.0%.

The soy protein products produced according to the
processes of the present mvention disclosed herein are
suitable for use 1n a wide variety of conventional applica-
tions of protein products, including, but not limited to,
protein fortification of processed foods and beverages and as
functional ingredients in foods and beverages. Other uses of
the soy protein products of the present invention are 1n pet
foods, animal feed and in industrial and cosmetic applica-
tions and 1n personal care products.

GENERAL DESCRIPTION OF THE INVENTION

The 1ni1tial step of the process of providing the soy protein
products of the present invention ivolves solubilizing soy
protein from a soy protein source. The soy protein source
may be soybeans or any soy product or by-product derived
from the processing of soybeans, including, but not limited
to, soy meal, soy flakes, soy grits and soy flour. The soy
protein source may be used in the full fat form, partially
defatted form or fully defatted form. Where the soy protein
source contains an appreciable amount of fat, an o1l removal
step generally 1s required during the process. The soy protein
recovered from the soy protein source may be the protein
naturally occurring in soybean or the proteinaceous material
may be a protein modified by genetic manipulation but
possessing characteristic hydrophobic and polar properties
of the natural protein.

The soy protein products of the present invention may be
prepared from soy protein source by either a batch process
Or a continuous process or a semi-continuous process. Pro-
tein solubilization from the soy protein source maternal 1s
cllected using water. The water used may be tap water or
water having different levels of purnity. Reverse osmosis
(RO) purified water 1s preferred.

The pH of the extraction may be about 6 to about 11,
preferably about 7.0 to about 8.5. Food grade sodium
hydroxide, potassium hydroxide or any other conventional
food grade alkali and combinations thereof may be added to
the water to adjust the pH of the extraction as required. The
solubilization of the protein 1s effected at a temperature of
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from about 1° to about 100° C., preferably about 15° to
about 65° C., more preferably about 50° to about 60° C.,
preferably accompanied by agitation to decrease the solu-
bilization time, which 1s usually about 1 to about 60 minutes.
It 1s preferred to eflect the solubilization to extract substan-
tially as much protein from the soy protein source as 1s
practicable, so as to provide an overall high product yield.

Extraction of the protein from the soy protein source,
when conducted 1n a continuous operation, 1s carried out in
any manner consistent with eflecting a continuous extraction
of protein from the soy protein source. In one embodiment,
the soy protein source 1s continuously mixed with the water
and the mixture 1s conveyed through a pipe or conduit
having a length and at a flow rate for a residence time
suflicient to eflect the desired extraction 1n accordance with
the parameters described herein.

The concentration of soy protein source in the water
during the solubilization step may vary widely. Typical
concentration values are about 5 to about 15% w/v.

The protein extraction step has the additional effect of
solubilizing fats which may be present in the soy protein
source, which then results in the fats being present in the
aqueous phase.

The protein solution resulting from the extraction step
generally has a protein concentration of about 5 to about 50
g/L., preterably about 10 to about 50 g/L.

The water of extraction may contain an antioxidant. The
antioxidant may be any conventional antioxidant, such as
sodium sulfite or ascorbic acid. The quantity of antioxidant
employed may vary from about 0.01 to about 1 wt % of the
solution, preferably about 0.05 wt %. The antioxidant may
serve to inhibit oxidation of any phenolics 1n the protein
solution.

The aqueous phase resulting from the extraction step then
may be separated from the bulk of the residual soy protein
source, 1n any conventional manner, such as by employing
a decanter centrifuge. Preferably, the finer residual soy
protein source material 1s left 1in the soy protein solution, but
il desired, these finer solids may be removed 1n any con-
ventional manner, such as by disc centrifugation and/or
filtration. The separation step may be conducted at the same
temperature as the extraction step or at any temperature
within the range of about 1° to about 100° C., preferably
about 15° to about 65° C., more preferably about 50° to
about 60° C. The separated residual soy protein source
material may be dried for disposal or further processed, such
as to recover residual protein. Residual protein may be
recovered by re-extracting the separated residual soy protein
source with fresh water and the protein solution yielded
upon clarification combined with the 1nitial protein solution
tor further processing as described below. A counter-current
extraction procedure may also be utilized. The separated
residual soy protein source may alternatively be processed
by any other conventional procedure to recover residual
protein.

The aqueous soy protein solution may be treated with an
anti-foamer, such as any suitable food-grade, non-silicone
based anti-foamer, to reduce the volume of foam formed
upon further processing. The quantity of anti-foamer
employed 1s generally greater than about 0.0003% w/v.
Alternatively, the anti-foamer 1n the quantity described may
be added 1n the extraction steps.

The separated aqueous soy protein solution may be sub-
ject to a defatting operation, 1f desired or required. Defatting,
of the separated aqueous soy protein solution may be
achieved by any conventional procedure.
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The aqueous soy protein solution may be treated with an
adsorbent, such as granulated activated carbon, to remove
colour and/or odour compounds. Such adsorbent treatment
may be carried out under any conventional conditions,
generally at the ambient temperature of the separated aque-
ous protein solution.

The soy protein solution 1s then adjusted 1n pH to a value
of about 1.5 to about 3.6, preferably about 2.0 to about 2.5
by the addition of any conventional food grade acid, such as
hydrochloric acid, phosphoric acid or any other conven-
tional food grade acid and combinations thereof. For soy
proteins, 1soelectric precipitation typically i1s performed at
about pH 4.5. By adjusting the pH to lower values in the
process ol the present invention, a greater portion of the
proteins, preferably a significant portion of the proteins,
such as about 25 wt % or more, preferably about 60 wt %
or more, more preferably about 80 wt % or more of the
protein, 1s soluble 1n the acidified solution. The remaiming
protein 1s contained i what 1s termed the acid insoluble
solid material, which 1s removed from the acidified soy
protein solution by any conventional means, such as the use
of a disc stack centrifuge and further processed as described
below. The pH adjustment may be done at the temperature
of the soy protein solution, but preferably the temperature of
the soy protein solution for pH adjustment 1s 1° to 35° C.,
more preferably 15° to 35° C. as an increased proportion of
the soy protein 1s soluble 1n the acidified protein solution at
lower temperatures. If desired, the soy protein solution may
be diluted with water prior to the acidification step described
above.

If desired, the pH of the acidified protein solution may be
lowered further prior to further processing. The adjusted pH
of the acidified protein solution should still be in the range
of about 1.5 to about 3.6, preferably about 2.0 to about 2.5.

The acidified aqueous soy protein solution may be sub-
jected to a heat treatment to inactivate heat labile anti-
nutritional factors, such as trypsin inhibitors, present in such
solution as a result of extraction from the soy protein source
material during the extraction step. Such a heating step also
provides the additional benefit of reducing the microbial
load. Generally, the protein solution 1s heated to a tempera-
ture of about 70° to about 160° C., preferably about 80° to
about 120° C., more preferably about 85° to about 95° C., for
about 10 seconds to about 60 minutes, preferably about 10
seconds to about 5 minutes, more preferably about 30
seconds to about 5 minutes. The heat treated acidified soy
protein solution then may be cooled for further processing as
described below, to a temperature of about 2° to about 65°
C., preferably about 50° C. to about 60° C.

The resulting acidified aqueous soy protein solution may
be directly dried to produce a soy protein product. In order
to provide a soy protein product having a decreased impu-
rities content, such as a soy protein isolate, the acidified
aqueous soy protein solution may be processed as described
below prior to drying. Further processing as described below
1s also believed to have a beneficial eflect on the flavour of
the product.

The acidified aqueous soy protein solution may be con-
centrated to provide a concentrated soy protein solution
having a protein concentration of about 50 to about 300 g/L,
preferably about 100 to about 200 g/L.

The concentration step may be eflected 1n any conven-
tional manner consistent with batch or continuous operation,
such as by employing any conventional selective membrane
technique, such as ultrafiltration or diafiltration, using mem-
branes, such as hollow-fibre membranes or spiral-wound
membranes, with a suitable molecular weight cut-off, such
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as about 1,000 to about 1,000,000 daltons, preferably about
1,000 to about 100,000 daltons, having regard to differing
membrane materials and configurations, and, for continuous
operation, dimensioned to permit the desired degree of
concentration as the aqueous protein solution passes through
the membranes.

As 1s well known, ultrafiltration and similar selective
membrane techmques permit low molecular weight species
to pass therethrough while preventing higher molecular
welght species from so doing. The low molecular weight
species include low molecular weight materials extracted
from the source material, such as carbohydrates, pigments,
low molecular weight proteins and anti-nutritional factors,
such as trypsin inhibitors, which are themselves low
molecular weight proteins. The molecular weight cut-oil of
the membrane 1s usually chosen to ensure retention of a
significant proportion of the protein in the solution, while
permitting contaminants to pass through having regard to the
different membrane materials and configurations.

The concentrated soy protein solution then may be sub-
jected to a diafiltration step using water. The diafiltration
water 1s preferably at a pH equal to that of the protein
solution being diafiltered. Such diafiltration may be effected
using from about 1 to about 40 volumes of diafiltration
solution, preferably about 2 to about 25 volumes of diafil-
tration solution. In the diafiltration operation, further quan-
tities of contaminants are removed from the aqueous soy
protein solution by passage through the membrane with the
permeate. This purifies the aqueous protein solution and may
also reduce its viscosity. The diafiltration operation may be
cllected until no sigmificant further quantities of contami-
nants or visible colour are present in the permeate or until
the retentate has been sufliciently purified so as to provide a

soy protein 1solate with a protein content of at least about 90
wt % (Nx6.25) d.b. Such diafiltration may be effected using,
the same membrane as for the concentration step. However,
if desired, the diafiltration step may be eflected using a
separate membrane with a different molecular weight cut-
ofl, such as a membrane having a molecular weight cut-oilf
in the range of about 1,000 to about 1,000,000 daltons,
preferably about 1,000 to about 100,000 daltons, having
regard to diflerent membrane materials and configuration.

Alternatively, the diafiltration step may be applied to the
acidified aqueous protein solution prior to concentration or
to partially concentrated acidified aqueous protein solution.
Diafiltration may also be applied at multiple points during
the concentration process. When diafiltration 1s applied prior
to concentration or to the partially concentrated solution, the
resulting diafiltered solution may then be additionally con-
centrated. Dhiafiltering multiple times as the protein solution
1s concentrated may allow a higher final, fully concentrated
protein concentration to be achieved. This reduces the
volume of material to be dried.

The concentration step and the diafiltration step may be
cllected herein 1n such a manner that the soy protein product
subsequently recovered contains less than about 90 wt %
protein (Nx6.25) d.b., such as at least about 60 wt % protein
(Nx6.25) d.b. By partially concentrating and/or partially
diafiltering the aqueous soy protein solution, 1t 1s possible to
only partially remove contaminants. This protein solution
may then be dried to provide a soy protein product with
lower levels of purity.

An antioxidant may be present in the diafiltration water
during at least part of the diafiltration step. The antioxidant
may be any conventional antioxidant, such as sodium sulfite
or ascorbic acid. The quantity of antioxidant employed in the
diafiltration water depends on the maternials employed and
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may vary from about 0.01 to about 1 wt %, preferably about
0.05 wt %. The antioxidant may serve to inhibit the oxida-
tion of any phenolics present 1n the soy protein solution.
The optional concentration step and the optional diafil-
tration step may be ellected at any conventional temperature,
generally about 2° to about 65° C., preferably about 50° to

about 60° C., and for the period of time to efect the desired
degree of concentration and diafiltration. The temperature
and other conditions used to some degree depend upon the
membrane equipment used to eflect the membrane process-
ing, the desired protein concentration of the solution and the
elliciency of the removal of contaminants to the permeate.

As alluded to earlier, soy contains anti-nutritional trypsin
inhibitors. The level of trypsin inhibitor activity in the final
soy protein product can be controlled by the manipulation of
various process variables.

As noted above, heat treatment of the acidified aqueous
soy protein solution may be used to inactivate heat-labile
trypsin inhibitors. The partially concentrated or fully con-
centrated acidified soy protein solution may also be heat
treated to 1nactivate heat labile trypsin inhibitors. When the
heat treatment 1s applied to the partially concentrated acidi-
fied soy protein solution, the resulting heat treated solution
may then be additionally concentrated.

In addition, the concentration and/or diafiltration steps
may be operated in a manner favourable for removal of
trypsin inhibitors in the permeate along with the other
contaminants. Removal of the trypsin ihibitors 1s promoted
by using a membrane of larger pore size, such as 30,000 to
1,000,000 Da, operating the membrane at elevated tempera-
tures, such as about 30° to about 65° C., preferably about 50°
to about 60° C. and employing greater volumes of diafiltra-
tion medium, such as 10 to 40 volumes.

Acidifying and membrane processing the soy protein
solution at a lower pH, such as 1.5 to 3, may reduce the
trypsin inhibitor activity relative to processing the solution
at higher pH, such as 3 to 3.6. When the protein solution 1s
concentrated and/or diafiltered at the low end of the pH
range, 1t may be desired to raise the pH of the solution prior
to drying. The pH of the concentrated and/or diafiltered
protein solution may be raised to the desired value, for
example pH 3, by the addition of any conventional food
grade alkali, such as sodium hydroxide, potasstum hydrox-
ide and combinations thereof.

Further, a reduction in trypsin inhibitor activity may be
achieved by exposing soy materials to reducing agents that
disrupt or rearrange the disulfide bonds of the inhibitors.
Suitable reducing agents include sodium sulfite, cysteine,
N-acelylcysteine, any other conventional reducing agent,
and combinations thereof.

The addition of such reducing agents may be eflected at
various stages of the overall process. The reducing agent
may be added with the soy protein source material in the
extraction step, may be added to the aqueous soy protein
solution following removal of residual soy protein source
material, may be added to the diafiltered retentate before
drying or may be dry blended with the dried soy protein
product. The addition of the reducing agent may be com-
bined with the heat treatment step and membrane processing
steps, as described above.

I 1t 1s desired to retain active trypsin inhibitors in the
protein solution, this can be achieved by eliminating or
reducing the intensity of the heat treatment step, not utilizing
reducing agents, operating the optional concentration and
optional diafiltration steps at the higher end of the pH range,
such as 3 to 3.6, utilizing a concentration and diafiltration
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membrane with a smaller pore size, operating the membrane
at lower temperatures and employing fewer volumes of
diafiltration medium.

The optionally concentrated and optionally diafiltered
protein solution may be subject to a further defatting opera-
tion, 1I required. Defatting of the optionally concentrated
and optionally diafiltered protein solution may be achieved
by any conventional procedure.

The optionally concentrated and optionally diafiltered
acidified aqueous protein solution may be treated with an
adsorbent, such as granulated activated carbon, to remove
colour and/or odour compounds. Such adsorbent treatment
may be carried out under any conventional conditions,
generally at the ambient temperature of the protein solution.

The optionally concentrated and optionally diafiltered
aqueous soy protein solution may be pasteurized prior to
drying or further processing. Such pasteurization may be
cllected under any conventional pasteurization conditions.
Generally, the optionally concentrated and optionally dia-
filtered soy protein solution 1s heated to a temperature of
about 55° to about 75° C. for about 15 seconds to about 60
minutes. The pasteurized soy protein solution then may be
cooled, such as to a temperature of about 20° to about 35°
C.

The optionally concentrated, optionally diafiltered and
optionally pasteurized soy protein solution then may be
dried by any conventional means such as spray drying or
freeze drying to provide a soy protein product. Alternatively,
the optionally concentrated, optionally diafiltered and
optionally pasteurized soy protein solution may be adjusted
in pH to a value of less than about 8.0, preferably about 6.0
to about 8.0, more preferably about 6.5 to about 7.5 prior to
optional drying. The pH may be raised in any conventional
manner such as by the addition of sodium hydroxide,
potassium hydroxide or any other conventional food grade
alkali solution and combinations thereof. If the protein
solution 1s not pasteurized before pH adjustment, the pas-
teurization may be conducted after the pH adjustment using,
the conditions described above.

The soy protein product (prepared with or without the pH
adjustment step prior to optional drying) has a protein
content greater than about 60 wt % d.b. Preferably, the soy
protein product 1s an 1solate with a protein content in excess
ol about 90 wt % protein (Nx6.25) d.b.

In accordance with another aspect of the present inven-
tion, the acid msoluble solid material captured after adjust-
ment of the pH of the soy protein solution to the range of
about 1.5 to about 3.6, preferably about 2.0 to about 2.5 may
be optionally diluted with RO water then optionally dried to
form a soy protein product having a protein content of at
least about 60 wt % (INx6.25) d.b. Alternatively, the pH of
the optionally diluted acid insoluble solid material may be
raised to a value less than about 8.0, preferably about 6.0 to
about 8.0, more preferably about 6.5 to about 7.5 by any
conventional means such as by the addition of sodium
hydroxide solution, potassium hydroxide or any other con-
ventional food grade alkali solution and combinations
thereot prior to optional drying to form a soy protein product
having a protein content of at least about 60 wt % (Nx6.25)
d.b. Preferably, the acid insoluble solid material 1s washed 1n
order to remove contaminants and improve the purity and
flavour of the product. The acid 1insoluble solid material may
be washed by suspending the solids in between about 1 and
about 20 volumes, preferably about 1 to about 10 volumes
of RO water having a pH within the range of about 1.5 to
about 3.6 and preferably matching the pH of the acid
insoluble solid material. The washing step may be conducted
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at any conventional temperature such as about 15° to about
35° C. The acid msoluble solid material 1s mixed with the
wash solution for any conventional length of time, prefer-
ably 15 minutes or less. The washed acid insoluble solid
material may then be separated from the acid wash solution
by any conventional means such as by centrifugation using
a disc stack centrifuge. The acid wash solution may be added
to the acidified protein solution for further processing as
discussed above. The washed acid soluble solid material
may be optionally diluted with RO water then optionally
dried by any conventional means such as spray drying or
freeze drying to provide a soy protein product having a
protein content of at least about 60 wt % (INx6.25) d.b.
Alternatively, the pH of the optionally diluted washed acid
insoluble solid material may be adjusted to a value of less
than about 8.0, preferably about 6.0 to about 8.0, more
preferably about 6.5 to about 7.5 by any conventional means
such as by the addition of sodium hydroxide solution,
potassium hydroxide solution or any other conventional
food grade alkali solution and combinations thereof prior to
optional drying. The flavour of products derived from the
acid insoluble solid material may be generally higher in
beany notes compared to the products prepared by process-
ing the acid soluble protein fraction. However, the tflavour of
the products derived from the acid insoluble solid material
1s such that the products are suitable for use 1n food and
beverage applications.

A pasteurization step may be employed on the optionally
diluted acid insoluble solid material or optionally diluted
washed acid msoluble solid material prior to the optional
drying step Such pasteurization may be eflfected under any
conventional pasteurization conditions. Generally, the
optionally diluted acid insoluble solid material or optionally
diluted washed acid insoluble solid material 1s heated to a
temperature of about 55° to about 75° C. for about 15
seconds to about 60 minutes. The pasteurized optionally
diluted acid insoluble solid material or optionally diluted
washed acid insoluble solid material then may be cooled,
such as to a temperature of about 20° to about 35° C. If the
optionally diluted acid insoluble solid material or optionally
diluted washed acid insoluble solid material 1s not pasteur-
1zed betfore pH adjustment, the pasteurization may be con-
ducted after the pH adjustment using the conditions
described above.

According to one aspect of the present mnvention, a soy
protein source 1s subjected to an 1nitial extraction with water,
at a pH of about 6 to about 11, preferably about 7.0 to about
8.5. The protemn extract solution then 1s completely or
partially clarified by the removal of residual soy protein
source, with the removed solids being collected. The protein
extract solution then 1s adjusted in pH at 20 to about 1.5 to
about 3.6, preferably about 2.0 to about 2.5. The acid
insoluble matenal 1s removed by centrifugation yielding
acid insoluble solid material and an acidified protein solu-
tion.

The recovered acid insoluble solid material may be
optionally washed with water having the same pH as the
solids, namely about 1.5 to about 3.6, preferably about 2.0
to about 2.5, and the optionally washed solids may be
optionally adjusted 1n pH to a value less than about 6.0 then
dried to provide a soy protein product designated S810PA at
50 having a proteimn content of at least about 60 wt %
(Nx6.25) d.b.

Alternatively, the optionally washed solids are adjusted to
a pH of generally about 6.0 to about 8.0, preferably about 6.5
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to about 7.5, at 36 and dried, to provide a soy protein product
designated S810PN having a protein content of at least about

60 wt % (INx6.25) d.b.

The wash centrate from the optional washing step may be
added to the acidified protein solution. The solution of
soluble protein may be lowered 1n pH within the range of
about 1.5 to about 3.6, preterably about 2.0 to about 2.5. The
solution of soluble protein 1s then subjected to optional
concentration and/or optional diafiltration. The retentate 64
from the optional concentration and/or optional diafiltration
step may be optionally adjusted 1n pH to a value less than
about 6.0 then dned to provide a soy protein product
designated S810A, having a protein content of at least about
60 wt % (Nx6.25) d.b. Preferably, the S810A product 1s an
1solate having a protein content of at least about 90 wt %
(Nx6.25) d.b. Alternatively, the retentate from the optional
concentration and/or optional diafiltration step 1s adjusted to
a pH of generally about 6.0 to about 8.0 then dried to provide
a soy protein product designated S810N, having a protein
content of at least about 60 wt (Nx6.25) d.b. Preferably, the
S810N product 1s an 1solate having a protein content of at
least about 90 wt % (Nx6.25) d.b.

The S810A and S810PA protein products may be used on
their own or may be combined by dry blending. Alterna-
tively, the combined 810A/810PA product may be formed by
mixing the optionally washed acid msoluble solid material,
optionally adjusted to a pH of less than about 6.0 with the
optional concentration/optional diafiltration retentate,
optionally adjusted to a pH of less than about 6.0 and drying
the mixture. The S810N and S810PN protein products may
be used on their own or may be combined by dry blending.
Alternatively, the combined S810N/S810PN product may be
tformed by mixing the optionally washed acid insoluble solid
material, adjusted to a pH of about 6.0 to about 8.0,
preferably about 6.5 to about 7.5 with the optional concen-
tration/optional diafiltration retentate, adjusted to a pH of
about 6.0 to about 8.0, preferably about 6.5 to about 7.5 and
drying the mixture.

EXAMPLES
Example 1

This Example describes the preparation of soy protein
products according to one embodiment of the method of the
present mvention.

‘a’ kg of defatted soy tlakes was added to ‘b’ L of reverse
osmosis purifled water along with suilicient NaOH solution
(50% w/w) to adjust the pH to a target of 8.5. The mixture
was agitated at ambient temperature for 30 minutes to
provide an aqueous protein solution. The pH was checked
and corrected to about 8.5 periodically throughout the
extraction time. Coarser suspended solids were removed by
centrifugation using a decanter centrifuge. ‘c’ g antifoam
was added and then the finer solids removed using a disc
stack centrifuge to produce ‘d’ L of protein solution having
a protein content of ‘e’ % by weight. The pH of the protein
solution was then lowered to a target pH of ‘1" by the
addition of HCI solution (22 BE HCI diluted with an equal
volume of water) and the solution centrifuged using a disc
stack centrifuge to provide ‘g’ LL of acidified protein solution
having pH ‘h> as well as ‘1 kg of acid insoluble solid
material.

The acidified protein solution, having a protein content of
‘17 wt %, was warmed then reduced 1n volume from ‘k’ L to
‘I’ L by concentration on a polyethersulfone membrane
having a molecular weight cutofl of 100,000 daltons, oper-
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ated at a temperature of about ‘m’ *C. The concentrated
protein solution, with a protein content of ‘n” wt %, was
diafiltered on the same membrane with ‘0’ L of RO water at
pH ‘p’, with the diafiltration operation conducted at about

& .20

q’° C. The diafiltered protein solution, having a protein
content of ‘r’ wt % was then further concentrated to a protein
content of s’ wt %. ‘1’ of diafiltered and concentrated protein
solution was obtained and represented a yield of ‘u” % of the
protein 1n the protein solution before the acidification step.
‘v’ kg of diafiltered and concentrated protein solution was
spray dried to yield a product found to have a protein content
of ‘w’% (Nx6.25) d.b. The product was termed ‘x” S§10A.
‘v’ kg of diafiltered and concentrated protein solution was
adjusted to ‘z” using a ‘aa’ NaOH/KOH solution. ‘ab’ kg of
pH adjusted solution was then diluted with ‘ac’ L of water
and the solution, having a pH of ‘ad’ was spray dried to yield
a product found to have a protein content of ‘ae’% (Nx6.25)
d.b. The product was termed ‘x” S810N.

The acid 1nsoluble solid material collected from the disc
stack centrifuge had a protein content of ‘al” wt %. A ‘ag’ kg
portion of these solids was mixed with ‘ah’ L of RO water
at pH ‘a1’ for 30 minutes at ambient temperature then run
again through the disc stack centrifuge. ‘aj;” kg of washed
acid msoluble solid material was collected having a protein
content of ‘ak’ wt % and represented a yield of ‘al’” % of the
protein 1n the protein solution before the acidification step.
The washed acid insoluble solid material was then pasteur-
1zed at about ‘am’ *C for ‘an’ minutes. ‘ao’ kg of ‘ap” acid
insoluble solid material was spray dried to vield a product
found to have a protein content of ‘aq’% (Nx6.25) d.b. The
product was termed ‘X’ S810PA. ‘ar’ kg of ‘ap’ acid
insoluble solid material was raised 1n pH to ‘as’ using a
NaOH/KOH solution and the sample dried to yield a product
found to have a protein content of ‘at’% (Nx6.25) d.b. The
product was termed ‘x” S810PN.

Parameters “a” to “at” are 1temized 1n the following Table
1:

TABLE 1

Parameters for the production of S810 products

X S024-C27-14A S024-GOR-14A S024-G14-14A
a 60 30 30

b 600 300 300

C 0 0 2

d 420 235 232

e 3.94 4.02 3.51
f 3 2.5 3

g 380 205 220

h 2.92 2.65 2.91
1 1%8.24 23.88 30.22
] 3.96 3.51 2.98
k 280 220 220

] 169 130 103

m 48 49 46

n 5.50 5.02 5.22
0 845 260 206

p 3 2.5 3

q 50 51 51

T 5.20 4.89 5.00
S 10.46 9.83 9.96
t 86 L 63.32 kg 41.96 kg
u 54.4 65.8 51.4
v 44.1 31.82 21.0
W 96.83 92.02 92.43
y 29.1 31.56 21.0
7 about pH 7.3 about pH 7.4 pH 7.27
aa 3:1 1:1 1:1
ab 15.6 324 21.5
ac 15.4 12 10

ad not determined 7.41 7.49
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TABLE 1-continued

Parameters for the production of S810 products

ae 93.67 8&.15 88.64

af 8.75 5.44 6.43

ag not recorded 23.88 30.22

ah not recorded 47.76 60.44

al about 3 2.5 3

aj 2.6 9.68 9.76

ak 6.69 2.72 542

al 1.0 2.8 6.5

am not applicable about 67° C. about 66° C.

an not applicable about 10 minutes about 11 munutes

a0 not applicable not applicable 9.76

ap washed washed and washed and
pasteurized pasteurized

aq not applicable not applicable 81.46

ar not applicable 9.58 not applicable

as not applicable about 7.3 not applicable

at not applicable 69.65 not applicable

Example 2

This Example describes the preparation of soy protein
products according to one embodiment of the method of the
present mvention.

‘a’ kg of defatted soy tlakes was added to ‘b’ L of reverse
osmosis purified (RO) water and the pH adjusted to a target
of 7.5 with NaOH solution (50% w/w) and HCI solution as

necessary. The mixture was agitated at about 60° C. for 30
minutes to provide an aqueous protein solution. The pH was
checked and corrected to about 7.5 periodically throughout
the extraction time. Coarser suspended solids were removed
by centrifugation using a decanter centrifuge to provide a
partially clarified protein solution having a protein content
of ‘¢’ wt %, which was then cooled to about 20° C. The pH
of the partially clarified protein solution was then lowered to
a target pH of 2.0 by the addition of HCI solution (22 BE
HCI1 diluted with an equal volume of water) and the solution
centrifuged using a disc stack centrifuge to provide ‘d’ L of
acidified protein solution having pH °c” as well as ‘1" kg of
acid insoluble solid materal.

The ‘1" kg of acid 1nsoluble solid material was mixed with
‘e’ L. of RO water at pH 2 and then the sample centrifuged
using a disc stack centrifuge to provide ‘h’ L of acidified
wash solution having pH ‘1" as well as ‘1" kg of washed acid
insoluble solid matenal.

‘k’ L of acidified protein solution was combined with the
‘I’ L of acidified wash solution to provide the membrane feed
solution. The membrane feed solution, having a protein
content of ‘m’ wt %, was warmed then reduced 1n volume
from ‘n’ L to ‘0’ L by concentration on a polyethersulione
membrane having a molecular weight cutofl of 100,000
daltons, operated at a temperature of about ‘p” © C. The
concentrated protein solution, with a protein content of °q’
wt %, was diafiltered on the same membrane with ‘r’ L of
RO water at about pH °s’, with the diafiltration operation
conducted at about ‘t” © C. The diafiltered protein solution,
having a protein content of ‘U’ wt % was then further
concentrated to a protein content of ‘v’ wt %. ‘w’ of
diafiltered and concentrated protein solution was obtained
and represented a yield of *x” % of the protein 1n the partially
clanified protein solution. ‘y’ of diafiltered and concentrated
protein solution was diluted with ‘z” L. of water and the
solution, having a pH of ‘aa” was spray dried to vield a
product found to have a protein content of ‘ab’% (Nx6.25)
d.b. The product was termed ‘ac’ S810A. ‘ad’ of diafiltered

and concentrated protein solution was adjusted to pH ‘ae’
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using NaOH/KOH solution. The pH adjusted, diafiltered and
concentrated solution was diluted with ‘af” L of water and
the solution, having a pH of ‘ag’ was spray dried to vield a
product found to have a protein content of ‘ah’% (Nx6.25)

d.b. The product was termed ‘ac’ S810N.

The °1” kg of washed acid insoluble solid matenial was
diluted with ‘a1’ kg of water and then pasteurized at about
‘a;” © C. for ‘ak’ seconds. The ‘al’ acid insoluble solid
material collected had a protein content of ‘am’ wt % and
represented a yield of ‘an’ % of the protein 1n the partially
clarnified protein solution. The ‘al” acid 1nsoluble solid mate-
rial was raised i pH to ‘ao’ using a NaOH/KOH solution
and the sample spray dried to yield a product found to have
a protein content of ‘ap’% (Nx6.25) d.b. The product was
termed ‘ac” S810PN.

Parameters ‘a’ to ‘ap’ are itemized 1n the following Table
2:

TABLE 2

Parameters for the production of S810 products

S024-A15-15A S024-D13-15A

o
o

a 60 60

b 600 600

C 4.14 4.16

d 440 486

e 2.15 2.19

f 67.44 36.20

g 134.88 72.40

h 179 92

1 1.99 1.98

] 19.86 24.82

k 440 not applicable
1 179 not applicable
Im 2.91 not applicable
n 612 not applicable
0 340 not applicable
P 49 not applicable
q 4.88 not applicable
r 1360 not applicable
S not recorded not applicable
t 51 not applicable
u 4.81 not applicable
v 8.42 not applicable
W 170 kg not applicable
X 65.8 not applicable
y 42.5 kg not applicable
7 12.5 not applicable
aa not determined not applicable
ab 95.71 not applicable
ad 42.5 kg not applicable
ae about 7.3 not applicable
af 12.5 not applicable
ag 7.24 not applicable
ah 92.10 not applicable
al not applicable 10.20

aj not applicable 71

ak not applicable 16

al washed washed and pasteurized
am 5.59 4.22

an 5.1 7.9

a0 not applicable 7.43

ap not applicable 62.10

Example 3

[

This Example illustrates a procedure for effecting a fur-
ther embodiment of the present invention.

‘a’ kg of defatted soy flakes was added to *b’ L of reverse
osmosis purified (RO) water along with suflicient NaOH
solution to adjust the pH to a target of 7.5. The mixture was
agitated at about 60° C. for 15 minutes to provide an
aqueous protein solution. The pH was checked and corrected

to about 7.5 periodically throughout the extraction time.




US 11,882,850 B2

19

Coarser suspended solids were removed by centrifugation
using a decanter centrifuge. The resulting partially clarified
solution having a protein content of ‘c” wt % was diluted
with ‘d’ L of RO water and then cooled to approximately 20°
C. The pH of the protein solution was then lowered to a
target of pH 2.0 by the addition of HCI solution (22BE) and
the solution centrifuged using a disk stack centrifuge to
provide ‘e’ L of acidified protein solution having pH of ‘1”.

The acidified protein solution having a protein content of
‘g’ wt % was warmed then reduced in volume from ‘h’ L to
about ‘1” L by concentration on a polyethersulifone (PES)
membrane, having a molecular weight cut-off of 100,000
Daltons, operated at a temperature of approximately ‘1" © C.
Concurrent with the concentration step, the acidified protein
solution was diafiltered with k> L of reverse osmosis
purified water. The diafiltration etliciency was calculated at
points throughout the diafiltration and concentration step.
The concentrated and diafiltered protein solution was cap-
tured in batches, each having a protein concentration of
about ‘I” wt %. Taken together, the diafiltered and concen-
trated protein solution represented a vield of ‘m’ % of the
protein in the partially clarified extract solution.

An ‘n’ kg aliquot of diafiltered and concentrated protein
solution processed at a diafiltration efliciency of approxi-
mately ‘0’ X was diluted with ‘p” L of RO water and spray
dried to yield a product having a protein content of ‘q” %
(Nx6.25) d.b. The product was termed ‘r” ‘s’.

A second ‘U’ kg aliquot of diafiltered and concentrated
protein solution processed at a diafiltration efliciency of
approximately ‘u” X was diluted with ‘v’ L of reverse
osmosis water and spray dried to yield a product having a
protein content of ‘w’ % (Nx6.25) d.b. The product was

termed ‘r’ ‘x’.

TABLE 3

Parameters for the production of S810 products

r S024-B26-15A S024-C02-15A
a 503.44 501.42

b 5000 5000

C 3.78 3.77

d 3208 3130

e 7651 7394

f 2.10 2.14
g 2.05 1.98
h 73214 about 7326
1 RO7 1244

] 48 49

k 37844.3 15792

] 8.8-10.4 8.4-10.4
m 53.0 not available
n 57.52 35.62

ac S005-K18-08A

a 60

b defatted,
minimally heat
processed soy

Hour
600
0.15

ambient
temperature
60
not applicable
463
3.59

I

Cl
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TABLE 3-continued

Parameters for the production of S810 products

0 6.2 3.8

p 6.5 6

q 96.88 94.96

S S810A S810A-01

t not applicable 15.84

u not applicable 3.1

\% not applicable 3

W not applicable 96.05

X not applicable S810A-02
Example 4

This Example describes the production of soy protein

products according to the methods of the atorementioned
U.S. Pat. Nos. 8,563,071 and 8,691,318 and U.S. patent

application Ser. No. 13/879,418 filed Aug. 1, 2013 (US
Patent Publication No. 2013-0316069 published Nov. 28,
2013) (*“S7017).

‘a’ kg of ‘b” was combined with ‘¢’ L of ‘d” M CaCl2
solution at ‘e’ and agitated for ‘I” minutes to provide an
aqueous protein solution. The bulk of the residual solids
were removed and the resulting protein solution was par-
tially clarified by centrifugation with a decanter centrifuge.
To this centrate was added ‘g’ g of anti-foam and then the
sample was further clarified by centrifugation with a disc
stack centrifuge to provide ‘h’ L of centrate having a protein
content of ‘1" % by weight. The sample was additionally
clanified by filtration to provide °;” L of protein solution
having a protein content of ‘k” % by weight.

‘I’ L of clanfied protein solution was then added to ‘m” L
of reverse osmosis purified water and the pH of the sample
lowered to ‘n’ with diluted HCI.

The diluted and acidified protein extract solution was
reduced in volume from ‘o’ L to ‘p’ L by concentration on
a polyethersulfone (PES) membrane having a molecular
weight cutoll of ‘q’ daltons, operated at a temperature of
about ‘r’ © C. The acidified protein solution, with a protein
content of ‘s’ wt %, was diafiltered with ‘t’ L. of reverse
osmosis puriflied water, with the diafiltration operation con-
ducted at about ‘u” © C. The resulting diafiltered protein
solution was then ‘v’. The concentrated and diafiltered
protein solution, having a protein content of ‘w” % by
weight, represented a yield of ‘x” wt % of the 1nitial clarified
protein solution. ‘y’ kg of the concentrated and diafiltered
protein solution was diluted with ‘z’ L of water then ‘aa’ kg
of the sample dried to yield a product found to have a protein
content of ‘ab’% (Nx6.25) d.b. The product was given
designation ‘ac’ S701.

The parameters ‘a’ to ‘ac’ for five runs are set forth in the

following Table 4:

TABL.

4

(Ll

Parameters for the runs to produce S701

S005-LOK-08A S024-J07-13A S024-K21-13A

60 20 60 100
defatted, defatted, defatted soy defatted soy
minimally heat minimally heat white flakes white flake
processed soy processed soy
flour flour
600 200 600 1000
0.15 0.15 0.09 0.09
ambient ambient 60° C. 60° C.
temperature temperature
60 60 30 30
not applicable not applicable not applicable 2
448 167 439 752
3.15 3.16 2.73 3.26
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TABLE 4-continued

Parameters for the runs to produce S701

] 410 360 170

k 2.63 2.53 2.03

1 410 360 170

m 410 360 170

I 3.07 3.07 3.06

0 820 720 340

p 70 81 49

q 10,000 10,000 10,000

I 29 28 26

S 11.21 10.94 6.64

t 350 405 250

u 29 29 26

\Y not applicable further further
concentrated concentrated

W 13.34 13.52 not available

X 89.6 91.1 not available

y 36.21 kg 30.68 kg 2 kg

7 not applicable not applicable not applicable

aa 36.21 kg 30.68 kg not recorded

ab 102.71 103.19 105.54

Example 5
This Example describes the production of soy protein

products according to the methods of the aforementioned
U.S. patent application Ser. No. 13/924,860 filed Jun. 24,

2013 (US Patent Publication No. 2014-0010940 published

Jan. 9, 2014) (*“S701N27).

‘a’ kg of defatted soy white flakes was combined with ‘b’
L of ‘¢ M CaCl2 solution at about 60° C. and agitated for
30 minutes to provide an aqueous protein solution. The bulk
of the residual soy flakes were removed and the resulting
protein solution was partially clarified by centrifugation with
a decanter centrifuge to produce ‘d’ L of centrate having a
protein content of ‘e’ % by weight. To this centrate was
added ‘1" g antifoam mixed with ‘g’ L of water and then the
sample was further clarified by centrifugation with a disc
stack centrifuge to provide ‘h’ L of centrate having a protein
content of ‘1" % by weight.

This centrate was then added to °7” L of reverse osmosis

purified water at 50° C. and the pH of the sample lowered
to ‘k’> with HCI that had been diluted 1:1 with water.

ad  S110729AS-A30-12A

not applicable
not applicable

22

not applicable
not applicable

439 752
2R6 478
3.23 3.09
717 1215
217 374
100,000 100,000
51 49
492 5.68
326 1122
49 50
further further
concentrated concentrated
11.68 10.51
78.0 not available
80 L 12 kg
40 L 8 L
41.32 kg 20 kg
99.14 102.77
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The diluted and acidified protein extract solution was
reduced in volume from ‘I’ L to ‘m’ L by concentration on
a polyethersulione (PES) membrane, having a molecular
weight cutofl of 100,000 daltons, operated at a temperature
of about ‘n’° C. The acidified protein solution, with a protein
content of ‘0" wt %, was diafiltered with ‘p’ L of reverse
osmosis purillied water, with the diafiltration operation con-
ducted at about ‘q” © C. The resulting diafiltered protein
solution was further concentrated to provide a solution with
a protein content of ‘r’ % by weight and then diluted with
water to a protein content of ‘s’ % by weight. ‘t” L of the
protein solution was then turther diluted with ‘v’ L water.
The pH of the protein solution was then adjusted to about “v’
with ‘w’” solution then °x’. °y” of pH adjusted solution,
having a pH of ‘z’, protein content of ‘aa’ wt % and
representing a vield of ‘ab” wt % of the post-disc stack
centrate was spray dried to yield a product found to have a
protein content of ‘ac” wt % (Nx6.25) d.b. The product was
given designation ‘ad’.

The values for the parameters ‘a’ to ‘ad’ for four runs are
provided 1n the following Table 5.

TABLE 5

Parameters for the runs to produce S701N2

S024-131-13A S024-K13-13A S024-K25-13A

S701IN2-01 S7TOIN2 STOIN2 S7TO01IN2
a 30 100 76 80
b 300 1000 760 800
C 0.1 0.09 0.09 0.10
d 334.9 not recorded not recorded not recorded
S 3.13 2.99 2.81 3.09
f 6.7 3 2 2
g 93.3 not applicable not applicable not applicable
h 230 784 590 591
1 2.86 2.90 2.72 2.95
] 175 510 365 371
k 3.43 2.92 3.14 3.21
I 372 1280 945 962
Im 103 380 260 275
I 47 51 52 50
0 5.10 5.26 5.78 5.65
p 515 570 780 825
q 50 51 51 51
I 12.24 10.75 11.87 11.00
S 6.45 not applicable not applicable not applicable
t 3% not applicable not applicable not applicable
u 38 not applicable not applicable not applicable
\Y 7.35 7 7.3 7.3
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TABLE 5-continued

Parameters for the runs to produce S701N2

W NaOH NaOH/KOH NaOH/KOH

X not applicable diluted with water  diluted with water

y 70 L 50.94 kg 90 L

Z 7.35 6.98 7.54

aa 3.14 3.56 5.50

ab 334 8.0 30.8

ac 101.01 95.51 97.38
Example 6

This Example illustrates the protein solubility of the soy
protein products prepared without the use of salt according,
to the present invention as described in Examples 1 to 3, soy
protein products prepared with the use of calcium salt as
described in Examples 4 and 5 and the commercial soy
protein 1solates Pro Fam 825 and 875 (ADM, Decatur, IL).
Solubility was tested by a modified version of the procedure
of Morr et al., J. Food Sci1., 50: 1715-1718.

Suflicient protein powder to supply 0.5 g of protein was
weighed into a beaker and then a small amount of reverse
osmosis (RO) purified water was added and the muixture
stirred until a smooth paste formed. Additional water was
then added to bring the volume to approximately 45 ml. The
contents ol the beaker were then slowly stirred for 60
minutes using a magnetic stirrer. The pH was determined
immediately after dispersing the protein and was adjusted to
the appropnate level (2, 3, 4, 5, 6 or 7) with diluted NaOH
or HCIl. The pH was measured and corrected periodically
during the 60 minutes stirring. After the 60 minutes of
stirring, the samples were made up to 50 ml total volume
with RO water, yvielding a 1% w/v protein dispersion. The
protein content of the dispersions was measured by com-
bustion analysis using a Leco Nitrogen Determinator. Ali-
quots of the dispersions were then centrifuged at 7,800 g for
10 minutes, which sedimented insoluble material and
yielded a supernatant. The protein content of the supernatant
was measured by Leco analysis and the solubility of the
product calculated as follows:

Solubility (%)=(% protemn in supernatant/% protein
in mitial dispersion)x100

Values calculated as greater than 100% were reported as
100%.

The protein solubility of the various products at different
pH values 1s shown in Table 6.

TABLE 6

Solubility of sov protein products at different pH values

Solubility (%)

sample pH2 pH3 pH4 pHS pHo6 pH?7
S024-G14-14A S810N 58.5 59.6 29.8 21.6 457 468
S024-A15-15A S810N 60.6 43.1 14.7 11.1 424 547
S024-G14-14A S810A 59.3 69.5 20.0 223 423 T71.2
S024-A15-15A S810A 51.9 52.9 4.6 0.0 12,5 63.0
S024-B26-15A SE10A 93.9 92.5 13.6 14.0 35.6 96.1
S024-GO8-14A SER10PN 29.1 26.9 22.9 21.5 282 327
5024-D13-15A S810PN 19.4 10.1 7.0 7.8 221 223
S024-G14-14A S810PA 25.2 27.5 124 13.0 15.0 33.3
S005-K18-08A S701 97.1 99.1 100 1.0 26.2 944
S005-K24-08A S701 97.8 99.0 95.2 15.2 27.6 100
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7.3
69.12 kg
7.40
4.98
19.7
9%8.39
TABLE 6-continued
Solubility of soy protein products at different pH values
Solubility (%)
sample pH2 pH3 pH4 pHS> pHo6 pH7
S005-LOK-08A S701 100 100 100 4.2 28.6 100
S110729A8-A30-12A 100 100 100 13.7 99 759
S701N2
Pro Fam 825 66.0 52.7 442 363 586 664
Pro Fam 875 59.6 42.9 29.6 33.0 574  63.5

As may be seen from the results presented in Table 6, all
of the products of the present invention had limited solu-
bility in the pH range of 4-5. Products derived from the
acidified protein solution were more soluble than the prod-
ucts derived from the acid insoluble solids material at pH 2-3
and at pH 7.

Example 7

This Example illustrates the molecular weight profile of
the soy protein products prepared without the use of salt
according to the present invention as described 1n Examples
1 to 3, soy protein products prepared with the use of calcium
salt as described in Examples 4 and 5 and the commercial
soy protein 1solates Pro Fam 825 and 875 (ADM, Decatur,
IL).

Molecular weight profiles were determined by size exclu-
sion chromatography using a Varian ProStar HPLC system
equipped with a 300x7.8 mm Phenomenex BioSep S-2000
series column. The column contained hydrophilic bonded
silica rigid support media, 5 micron diameter, with 145
Angstrom pore size.

Belore the soy protein samples were analyzed, a standard
curve was prepared using a Biorad protein standard (Biorad
product #131-1901) containing proteins with known
molecular weights between 17,000 Daltons (myoglobulin)
and 670,000 Daltons (thyroglobulin) with Vitamin B12
added as a low molecular weight marker at 1,350 Daltons.
A 0.9% w/v solution of the protein standard was prepared in
water, filtered with a 0.45 um pore size filter disc then a 50
uL aliquot run on the column using a mobile phase 01 0.05M
phosphate/0.15M NaCl, pH 6 containing 0.02% sodium
azide. The mobile phase flow rate was 1 mlL/min and
components were detected based on absorbance at 280 nm.
Based on the retention times of these molecules of known
molecular weight, a regression formula was developed relat-
ing the natural log of the molecular weight to the retention
time 1n minutes.

Retention time (min)=-0.9535xIn(molecular weight)+
18.502(r2=0.999)
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For the analysis of the soy protein samples, 0.05M NaCl,
pH 3.5 containing 0.02% sodium azide was used as the
mobile phase and also to dissolve dry samples. Protein
samples were mixed with mobile phase solution to a con-
centration ol 1% w/v, placed on a shaker for at least 1 hour
then filtered using 0.45 um pore size filter discs. Sample
injection size was 50 ulL. The mobile phase tlow rate was 1
ml./minute and components were detected based on absor-
bance at 280 nm.

The above regression formula relating molecular weight
and retention time was used to calculate retention times that
corresponded to molecular weights of 100,000 Da, 15,000
Da, 5,000 Da and 1,000 Da. The HPLC ProStar system was
used to calculate the peak areas lying within these retention
time ranges and the percentage of protein ((range peak
area/total protein peak area)x100) falling in a given molecu-
lar weight range was calculated. Note that the data was not
corrected by protein response factor.

The molecular weight profiles of the products prepared as
described 1n Examples 1-5 and the commercial products are
shown 1n Table 8.

TABL.

L1

7

10

15

20
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The results obtained are set forth 1n the following Table 8.

TABLE 8

Phvtic acid content of various products

sample % phytic acid

S024-C27-14A S810N 2.67
S024-GO8-14A SE10N 2.88
S024-G14-14A S810N 2.64
S024-A15-15A SE10ON 3.35
S024-C27-14A S810A 3.06
S024-GO8-14A S810A 3.15
S024-(G14-14A S810A 3.05
S024-A15-15A S810A 3.21
S024-B26-15A S810A 4.20
S024-C02-15A S810A-01 4.27
S024-C02-15A S810A-02 4.19
S024-GO8-14A SE10PN 2.74
S024-D13-15A S810PN 2.19
S024-G14-14A S810PA 3.20
SO05-K18-08A 8701 0.00
SO05-K24-08A 8701 0.02
SO005-L0B-08A S701 0.00
S024-K21-13A S701 0.00

HPI.C pmtein pmﬁle of various pmducts

% 15,000-100,000 Da % 5,000-15,000 Da % 1,000-5,000 Da

product % >100,000 Da
S024-C27-14A S810N 36.9 41.7
S024-GOR-14A SR10N 35.2 46.6
S024-G14-14A SE10N 34.9 39.0
S024-A15-15A SE10N 32.8 39.6
S024-C27-14A S810A 79.8 13.9
S024-GOK-14A SK10A 63.2 23.%8
S024-G14-14A SE10A 74.1 17.7
S024-A15-15A SR10A 274 44 .1
S024-B26-15A S810A 56.9 24.5
S024-C02-15A S810A-01 61.0 21.3
S024-GOR-14A SR10PN 16.3 36.5
S024-D13-15A SR10PN 10.0 15.3
S024-G14-14A S810PA 28.6 27.6
S005-K1&8-08A S701 74.5 16.5
S005-K24-08A S701 6&.9 18.1
5024-J07-13A S701 88.1 9.1
S024-K21-13A S701 92.0 6.4
S110729A8-A30-12A S701N2-01 36.5 40.9
S024-J31-13A S701N2 27.7 33.%8
S024-K13-13A S701N2 36.4 393
S024-K25-13A S701IN2 40.0 39.0
Pro Fam 825 3.2 30.2
Pro Fam 875 0.5 19.6

As may be seen from the results shown in Table 7, the
products of the present invention had molecular weight

profiles that were different from the commercial products
tested.

Example 8

This Example contains an evaluation of the phytic acid
content of the soy protein products prepared without the use
of salt according to the present invention as described 1n
Examples 1 to 3, soy protein products prepared with the use
of calctum salt as described 1n Examples 4 and 5 and the
commercial soy protemn 1solates Pro Fam 825 and 875
(ADM, Decatur, IL). Phytic acid content was determined
using the method of Latta and Eskin (J. Agric. Food Chem.,
28: 1313-1315).

10.8 10.6
9.3 8.9
10.1 16.0
15.8 11.7
4.3 2.0
8.2 4.8
4.9 3.4
17.9 10.6
12.2 6.4
10.8 6.9
14.4 32.7
7.7 67.0
16.0 27.8
5.2 3.9
6.9 6.2
0.4 2.4
0.8 0.8
9.8 12.7
10.4 28.0
10.2 14.1
7.0 14.1
32.5 34.1
33.7 46.2
50
TABLE 8-continued
Phvytic acid content of various products
55 sample % phytic acid
S110729A8-A30-12A S7T01N2-01 0.29
S024-J31-13A S7OIN2 0.00
S024-K13-13A S701N2 0.08
S024-K25-13A S701N2 0.00
60 Pro Fam 825 1.86
Pro Fam 875 1.64

65

As may be seen from the results presented in Table 8, the

phytic acid content of all of the products of the present
invention was notably higher than the phytic acid content of
the products prepared with calcium salt and also higher than
the phytic acid content of the commercial products.
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Example 9

This |

Example contains an evaluation of the colour in
solution and the haze level of solutions of the soy protein

28

in the tube. The centrifuge tube was then re-weighed and the
weight of water saturated sample was determined.
Water binding capacity (WBC) was calculated as:

WBC (ml/g)-(mass of water saturated sample—mass

products prepared without the use of salt according to the 5 of initial sample)/(mass of initial samplextotal
present invention as described i Examples 1 to 3, the soy solids content of sample)
protein prqduits prepared with the use of calcium ‘salt as The results are shown in Table 10,
described 1n Examples 4 and 5 and the commercial soy
protein 1solates Pro Fam 825 and 875 (ADM, Decatur, IL). TARLE 10
Solutions of the protein products were prepared by dissolv- 10 —
ing suihicient protein powder to supply 0.48 g of protein 1n Water binding capacity of protein products
15 ml of RO water. The pH of the solutions was measured
with a pH meter and the colour and haze level assessed using, Product WBC (ml/g)
a HunterLab ColorQuest XE mnstrument operated 1n trans- S024-G14-14A SR1ON 537
mission mode. The results are shown 1n the following Table 15 S024-A15-15A S810N 7.47
9.
TABLE 9
Colour and haze values for samples in solution
product pH L* a* b* % haze
S024-C27-14A S810N 0.79 63.25 2.57 23.67 O8.3
S024-GO8-14A SKR10N 0.96 64.67 1.04 21.66 97.2
S024-(GG14-14A SR10N 6.64 67.00 2.84 24.04 96.6
S024-A15-15A SX10N 0.3%8 08.18 3.37 22.54 95.4
S024-C27-14A S810A 3.19 67.86 3.36 23.74 91.9
S024-GOB-14A SR10A 2.70 76.97 2.68 24.51 76.4
S024-GG14-14A SR10A 2.88 73.62 2.97 23.98 77.6
S024-A15-15A SR10A 2.84 71.92 3.44 21.36 95.0
S024-B26-15A S810A 3.03 75.73 2.74 24.64 93.5
S024-C02-15A S810A-01 3.03 79.45 2.37 2542 90.7
S024-CO2-15A S81I0A-02 2.94 81.56 1.96 24.80 8&.&
S024-GOR-14A SR10PN 7.25 49.79 1.93 32.67 9%8.6
S024-D13-15A SR10PN 7.44 33.34 13.97 40.96 97.4
S024-(514-14A S810PA 3.20 52.40 1.81 29.67 96.6
S024-J07-13A 5701 3.70 96.16 —-0.64 8.35 9.5
S024-K21-13A 8701 3.20 97.95 -0.74 6.40 6.0
S110729A8-A30-12A §/01IN2-01 7.32 93.38 —-0.11 12.79 40.4
$024-K13-13A S701N2 7.47 72.36 0.41 18.33 8.5
5024-K25-13A S7O01IN2 7.16 64.15 1.16 16.82 9%8.0
Pro Fam 825 6.80 41.9% 3.19 2542 97.4
Pro Fam 75 7.12 46.10 3.99 27.56 7.5

As may be seen from the results in Table 9, the L™ values TABI E 10-continued
determined for the solutions of the products derived from the
acidified protein solution of the present invention were Water binding capacity of protein products
!ighter than the solutions of the commercial soy protein 45 Drodict WBC (ml/g)
1solates.

S024-G14-14A SR10A 5.60

O le 10 S024-A15-15A SR10A 8.63

CAdIpIe S024-B26-15A S810A 4.02

S024-GOR-14A SR10PN 4.02

This Example contains an evaluation of the water binding so S024-D13-15A S810PN .47

. . . S024-G14-14A S810PA 3.91

capacity of the soy protein products prepared according to b Farm 874 7

the present invention without the use of salt as described in Pro Fam {75 318

Examples 1 to 3 and the commercial soy protein 1solates Pro

Fam 825 and 875 (ADM, Decatur, IL). _

The water binding capacity of the products was deter- 53 As may be seen from the results presented 1n Table 10, the
mined by the following procedure. Protein powder (1 g) was products of the present invention had higher water binding
weighed into centrifuge tubes (50 ml) of known weight. To capacities than the commercial products evaluated.
this powder was added approximately 20 ml of reverse _
osmosis purified (RO) water at the natural pH. The contents Example 11
of the tubes were mixed using a vortex mixer at moderate 60 o _ _ '
speed for 1 minute. The samples were incubated at room This Example 1s another illustration of the molecular
temperature for 4 minutes then mixed with the vortex for 30 weight profile ot the soy protein products prepared without
seconds. This was followed by incubation at room tempera-  the use of salt according to the present invention as
ture for 4.5 minutes then another 30 seconds of vortex described 1n Examples 1 to 3, soy protein products prepared
mixing. The samples were then centrifuged at 1,000 g for 15 65 with the use of calcium salt as described in Examples 4 and

minutes at 20° C. After centrifugation the supernatant was
carefully removed, ensuring that all solid material remained

5 and the commercial soy protein 1solates Pro Fam 825 and
875 (ADM, Decatur, IL).
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Molecular weight profiles were determined by size exclu-
sion chromatography using a Varian ProStar HPLC system
equipped with a 300x7.8 mm Phenomenex BioSep S-2000

product

S024-C27-14A SR10N
S024-GOR-14A SE1I0N
S024-(G14-14A SR1ION
S024-A15-15A S8ION
S024-C27-14A SR10A
S024-GOX-14A SR1I0A
S024-(G14-14A SR10A
S024-A15-15A SR1I0A
S024-B26-15A SR10A
S024-C02-15A SR10A-01
S024-GO8-14A SR10PN
S024-1D13-15A SR10PN
S024-G14-14A SR10PA
S005-K1R8-08A S701
S005-K24-08A S701
S110729A8-A30-12A S701N2-01
S024-J31-13A S7O01IN2
S024-K13-13A S701IN2
S024-K25-13A S7O0IN2
Pro Fam 825
Pro Fam 875

series column. The column contained hydrophilic bonded
silica rigid support media, 5 micron diameter, with 145
Angstrom pore siZze.

Before the soy protein samples were analyzed, a standard
curve was prepared using a Biorad protein standard (Biorad
product #151-1901) containing proteins with known

molecular weights between 17,000 Daltons (myoglobulin)
and 670,000 Daltons (thyroglobulin) with Vitamin B12

added as a low molecular weight marker at 1,350 Daltons.
A 0.9% w/v solution of the protein standard was prepared in
water, filtered with a 0.45 um pore size filter disc then a 50
uL aliquot run on the column using a mobile phase 01 0.05M
phosphate/0.15M NaCl, pH 6 containing 0.02% sodium
azide. The mobile phase flow rate was 1 mlL/min and

components were detected based on absorbance at 280 nm.
Based on the retention times of these molecules of known
molecular weight, a regression formula was developed relat-
ing the natural log of the molecular weight to the retention
time 1n minutes.

Retention time (min)=-0.865xIn(molecular weight)+
17.154(#2=0.98)

For the analysis of the soy protein samples, 0.05M
phosphate/0.15M NaCl, pH 6 containing 0.02% sodium
azide was used as the mobile phase and also to dissolve dry
samples. Protein samples were mixed with mobile phase
solution to a concentration of 1% w/v, placed on a shaker for
at least 1 hour then filtered using 0.45 um pore size filter
discs. Sample 1njection size was 50 ul.. The mobile phase
flow rate was 1 mL/minute and components were detected
based on absorbance at 280 nm.

The above regression formula relating molecular weight
and retention time was used to calculate retention times that
corresponded to molecular weights of 100,000 Da, 15,000
Da, 5,000 Da and 1,000 Da. The HPLC ProStar system was
used to calculate the peak areas lying within these retention
time ranges and the percentage of protein ((range peak
area/total protein peak area)x100) falling in a given molecu-
lar weight range was calculated. Note that the data was not
corrected by protein response factor.

% >100,000 Da

29.9
16.0
28.3
22.7
26.8
17.7
24.1

7.9
11.7
14.5
24.5

8.2

6.7
44.4
42.1
40.7
24.4
19.8
23.0
36.2
20.3
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The molecular weight profiles of the products prepared as
described 1n Examples 1-5 and the commercial products are
shown 1n Table 11.

TABLE 11

% 15,000-100,000 Da % 5,000-15,000 Da % 1,000-5,000 Da

31.5 14.2 24.4
33.4 20.8 29.8
20.6 15.0 30.2
33.7 22.2 21.5
20.9 13.1 33.2
36.8 16.4 29.1
32,7 15.2 28.0
28.3 32.1 31.6
33.6 30.4 243
30.9 28.2 26.4
44.5 11.8 19.2
30.8 30.8 24.1
32.0 18.2 43.0
31.3 10.1 14.1
31.0 11.2 15.8
20.1 7.4 25.8
27.6 8.5 39.5
29.7 8.3 42.3
31.6 0.1 39.3
30.%8 17.3 15.6
30.1 21.5 22.0

As may be seen from the results shown in Table 11,
products of the present invention had molecular weight
profiles that were different from the commercial products
tested.

SUMMARY OF TH.

L1l

DISCLOSURE

In summary of this disclosure, there are provided novel
and inventive soy protein products of enhanced taste and
novel and mventive methods of producing soy protein
products of enhanced taste, which methods do not mvolve
the direct addition and use of calcium salts or other salts for
extraction of the soy protein from the soy protein source or
in any other process step. Modifications are possible within

the scope of this imnvention.

What we claim 1s:
1. A process of producing a soy protein product having a

protein content selected from the group consisting of at least
about 60 wt % and at least about 90 wt % (Nx6.25) on a dry
weight basis, which process comprises:

(a) extracting a soy protein source with water to cause
solubilization of soy protein from the protein source
and to form an aqueous soy protein solution,

(b) at least partially separating the aqueous soy protein
solution from residual soy protein source,

(¢) adjusting the pH of the aqueous soy protein solution to
a pH of about 1.5 to about 3.6 to produce an acidified
soy protein solution,

(d) separating the acid soluble solid material from the
acidified soy protein solution,

(¢) concentrating the acidified soy protein solution by a
selective membrane technique,

(1) diafiltering the concentrated acidified soy protein solu-
tion,

(g) adjusting the pH of the concentrated and diafiltered
acidified soy protein solution to about 6.0 to about 8.0,
and

(h) optionally drying the concentrated and diafiltered soy
protein solution,
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wherein the process does not comprise a direct addition and
use of calcium salt or other salt in extraction of the protein
from the protein source material or 1n any other step.

2. The process of claim 1 wherein said acid insoluble solid
material 1s optionally dried to form a soy protein product
having a protein content of at least about 60 wt % (Nx6.25)
on a dry weight basis.

3. The process of claim 2 wherein the pH of the acid
insoluble material 1s adjusted to a value selected from the
group consisting of less than about 8.0, about 6.0 to about
8.0 and about 6.5 to about 7.5, prior to the optional drying
step.

4. The process of claim 2 or 3, wherein said acid 1nsoluble
solid material 1s washed by mixing with about 1 to about 20
volumes of water having a pH selected from the group
consisting of about 1.5 to about 3.6 and about the same as
the pH of the acid insoluble material, then 1s separated from
the wash water prior to the optional drying step.

5. The process of claim 4, wherein the pH of the washed
acid 1nsoluble maternial 1s adjusted to a value selected from
the group consisting of less than about 8.0, about 6.0 to
about 8.0 and about 6.5 to about 7.5, prior to the optional
drying step.

6. The process of claim 4 wherein the wash water 1s
combined with the acidified soy protein solution of step (d)
and processed as 1n at least one of steps (e)-(h).

7. The process of claim 1 wherein said extraction step (a)
1s eflected at a temperature selected from the group consist-
ing of about 1° to about 100° C., about 15° to about 65° C.,
and about 50° to about 60° C.

8. The process of claim 1 wherein said water used for the
extraction contains a pH adjusting agent so that the extrac-
tion 1s conducted at a pH selected from the group consisting,
of about 6 to 11 and about 7 to about 8.5.

9. The process of claim 8 wherein the pH adjusting agent
1s selected from sodium hydroxide, potassium hydroxide
and combinations thereof.

10. The process of claim 1 wherein said aqueous soy
protein solution has a protein concentration selected from
the group consisting of about 5 to about 50 g/L and about 10
to about 50 g/L.

11. The process of claim 1 wherein said water for extrac-
tion contains an antioxidant.

12. The process of claim 1 wherein following said sepa-
ration step (b) and prior to said acidification step (c), said
aqueous soy protein solution 1s treated with an adsorbent to
remove colour and/or odour compounds from the aqueous
protein solution.

13. The process of claim 1 wherein said aqueous soy
protein solution, after the separation step (b) and prior to the
acidification step (c¢) 1s adjusted in temperature to a value
selected from the group consisting of about 1 to about 35°
C. and about 15 to about 35° C.

14. The process of claim 1 wherein the pH of said aqueous
soy protein solution 1s adjusted 1n step (¢) to about 2.0 to
about 2.5.

15. The process of claim 1 wherein said acidified aqueous
soy protein solution following step (d) 1s subjected to a heat
treatment step.

16. The process of claim 15 wherein the heat treatment
step 1s ellected to 1nactivate heat-labile anti-nutritional fac-
tors.

17. The process of claim 16 wherein the anti-nutritional
factors are heat-labile trypsin inhibitors.

18. The process of claim 15 wherein the heat treatment
step 1s eflected to pasteurize the acidified aqueous protein
solution.
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19. The process of claim 15 wherein said heat treatment
1s eflected at a temperature, and for a time, selected from the
group consisting ol about 70° to about 160° C. for about 10
seconds to about 60 minutes, about 80° to about 120° C. for
about 10 seconds to about 5 minutes and about 85° to about
95° C. for about 30 seconds to about 5 minutes.

20. The process of claim 15 wheremn the heat treated
acidified soy protein solution 1s cooled to a temperature
selected from the group consisting of about 2° to about 65°
C. and about 50° to about 60° C.

21. The process of claim 1 wherein said acidified aqueous
soy protein solution 1s dried to provide a soy protein product

having a protein content of at least about 60 wt % (Nx6.25)
d.b.

22. The process of claim 1 wherein said acidified aqueous
soy protein solution 1s subjected to concentrating step (e) to
produce a concentrated acidified soy protein solution having

a protein concentration selected from the group consisting of
about 50 to about 300 g/L. and about 100 to about 200 g/L..

23. The process of claim 22 wherein said concentration
step (e) 1s ellected by ultrafiltration using a membrane
having a molecular weight cut-ofl selected from the group
consisting of about 1,000 to about 1,000,000 daltons and
about 1,000 to about 100,000 daltons.

24. The process of claim 1 or 22 wherein the acidified soy
protein solution, partially concentrated acidified soy protein
solution or concentrated acidified soy protein solution 1s
subjected to diafiltering step (1).

25. The process of claim 24 wherein said diafiltration step
(1) 1s eflected using a diafiltration solution of water or
acidified water.

26. The process of claim 25 wherein said diafiltration step
(1) 1s eflected using volumes of diafiltration solution selected
from the group consisting of about 1 to about 40 volumes
and about 2 to about 25 volumes.

277. The process of claim 24 wherein said diafiltration step
(1) 1s eflected until no significant further quantities of
contaminants or visible colour are present 1n the permeate.

28. The process of claim 24 wherein said diafiltration step
(1) 1s eflected until the retentate has been sufliciently purified
sO as to provide a soy protein 1solate with a protein content
of at least about 90 wt % (INx6.25) d.b.

29. The process of claim 24 wherein said diafiltration step
(1) 1s effected using a membrane having a molecular weight
cut-ofl selected from the group consisting of about 1,000 to
about 1,000,000 daltons and about 1,000 to about 100,000
daltons.

30. The process of claim 24 wheremn an antioxidant 1s
present 1n the diafiltration medium during at least part of the
diafiltration step (1).

31. The process of claim 22 or 24 wherein said concen-
tration step (e) and diafiltration step (1) are carried out at a
temperature selected from the group consisting of about 2°
to about 65° C. and about 50° to about 60° C.

32. The process of claim 22 or 24 wherein the partially
concentrated or concentrated and/or diafiltered acidified soy
protein solution 1s subjected to a heat treatment step.

33. The process of claim 32 wherein the heat treatment
step 1s ellected to mactivate heat-labile anti-nutritional fac-
tors.

34. The process of claim 33 wherein the heat-labile
anti-nutritional factors are heat-labile trypsin inhibitors.

35. The process of claim 32 wherein said heat treatment
1s ellected at a temperature and for a time selected from the
group consisting of about 70° to about 160° C. for about 10
seconds to about 60 minutes, about 80° to about 120° C. for
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about 10 seconds to about 5 minutes and about 85° C. to
about 95° C. for about 30 seconds to about 5 minutes.

36. The process of claim 32 wherein the heat treated soy
protein solution 1s cooled to a temperature selected from the

group consisting of about 2° to about 65° C. and about 50°
to about 60° C.

37. The process of claim 22 or 24 wherein said concen-
trated and/or diafiltered acidified protein solution 1s treated
with an adsorbent to remove colour and/or odour com-
pounds.

38. The process of claim 22 or 24 wherein said concen-
trated and/or diafiltered acidified protein solution 1s pasteur-
1zed prior to drying.

39. The process of claim 38 wherein said pasteurization
step 1s ellected at a temperature of about 535° to about 75° C.
for about 15 seconds to about 60 minutes.

40. The process of claim 28 wherein said concentrated
and diafiltered acidified soy protein solution i1s subjected to
drying step (h) to provide a soy protein 1solate having a
protein content of at least about 90 wt % (INx6.235) d.b.

10

15

34

41. The process of claaim 1 wherein the pH of the
concentrated and diafiltered acidified soy protein solution 1s
adjusted to about 6.5 to about 7.5.

42. The process of claim 22 or 24 wherein the concen-
tration and/or diafiltration step are operated 1n a manner
favourable to the removal of trypsin inhibitors.

43. The process of claim 1 wherein a reducing agent 1s
present during the extraction step (a).

44. The process of claim 22 or 24 wherein a reducing
agent 1s present during the concentration step (e) and/or the
diafiltration step (1).

45. The process of claim 44 wherein the reducing agent 1s
present to disrupt or rearrange the disulfide bonds of trypsin
inhibitors to achieve a reduction 1n trypsin inhibitor activity.

46. The process of claim 1 wherein a reducing agent 1s
added to the concentrated and diafiltered soy protein solu-
tion prior to the drying step (h) and/or the dried soy protein
product.

4'7. The process of claim 46 wherein the reducing agent 1s
added to disrupt or rearrange the disulfide bonds of trypsin

20 1nhibitors to achieve a reduction 1n trypsin inhibitor activity.

G s x ex e
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